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AMENDMENTS TO THE CLAIMS 



1. (Currently Amended) A method of measuring the amount of a 25-hydroxy vitamin D 
metabolite, la,25~dihydroxy vitamin D metabolite or both in a sample using a competitive 
protein binding assay, wherein displacement of a vitamin D derivative from a vitamin D 
binding protein is measured and the vitamin D derivative displaces a 25-hydroxy- or la,25- 
dihydroxy vitamin D metabolite or both from the vitamin D binding protein, 

wherein a displacement efficiency of approximately 1 is obtained by using a vitamin D 
derivative of formula (I): 



wherein: 

R represents a 25-hydroxylated side-group of vitamin D 2 or of vitamin D 3 ; 
Y represents hydrogen or hydroxy; 

A repr esetits -^^ coupled v k-a-space r group, sele eted-fre m the gro up 

eefisistiftg-e^ b iotin, digoxigenin T --anii n o a c ids, characteris tic amino aei-fe-and 





(i) 
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pepti de se qu e n ces, FITC, p r otein s , pep tid e g r o ups , p r e tem^Vi^ <>tein G m & 
vitamin D deri vative s~- ~and wherein the measurement of displacement of a vitamin 
D derivative from a vitamin D binding protein in the sample is correlated to the 
measurement of displacement of a vitamin D derivative from a vitamin D binding 
protein using a known quantity of the vitamin D derivative to determine the amount 
of a 25-hydroxy vitamin D metabolite, la,25-dihydroxy vitamin D metabolite or 
both in the sample 
ob t aine d by a m et ho d comprising? 

a) cy a noethylating th e 3 hydroxy group of a vitamin D starting compound in the 

prese nce of potassium hydride and tertiary butanol; 
^ adding Htl mTm4ty^^ t\ w -~£$~by^^ the lithium 

al-eohol-ate^ftd-^^ ' reducing th e nitrite - g imtp~^44^4to 

hydri^era-Bd 

fe|kdeBg-a--spacer group selected frem - amine earboxylic acid rad i cal and amino poly ether 

mdrealr- toge t h er with a functional group A on the resulting ' amino propylether side chain . 

2 (Original) The method of claim 1, wherein the method is a competitive immunoassay, 
selected from the group consisting of radioimmunoassay, enzyme immunoassay enzyme-linked 
immunosorbent assay, luminescence immunoassay and fluorescence immunoassay. 

3. (Original) The method of claim 1 , wherein the method is sandwich immunoassay, selected 
from the group consisting of immuno radiometric assay, IEMA/EIA, immuno luminometric 
assay and immunofluorometric assay. 

4 (Currently Amended) A kit for detection of 25-hydroxy- and-or la/25- dihydroxy vitamin D 
metabolites or both in a sample on basis of a competitive protein binding assay, wherein 
displacement of a vitamin D derivative of the formula (I) from a vitamin D binding protein is 
measured and the vitamin D derivative displaces a 25-hydroxy- or la,25-dihydroxy vitamin D 
metabolite from the vitamin D binding protein, comprising a standardized quantity of solid 
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vitamin D derivative of formula (I) or a standardized solution of a vitamin D derivative of 
formula (I): 





2 H M 

wherein: 

R represents a 25-hydroxylated side-group of vitamin D 2 or of vitamin D3; 
Y represents hydrogen or hydroxy; 

A repre s e nt s a f u nc ti oeal-fflo u p, c oupled v ia a spacer group , s elec te d fro m the g roup 
consisting o^^ ^ amino acids, peptide s e€[ue&ee$v 
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FITC, prot ein s, pe ptide grou p s , pro t ein A, protein G and v it am in D d eri v a t ive s , w hich c an be 



whe r ei n the vita min D derivati - ve- - i s-ebt ained --- by-4i" " m e thod comprising; 

a) eyaneet hy l atin g t h e 3 -hy droxy gro u p- e f a v ita m i n . D start i ng- -comp ound in-4h^ 

pre s ence of p o t a ssium hydrid e and tertia r y b utan ol; 
fy addi ng lithiu m-h ydride an d c onverting the - 2 5-hy drexy group inte-fe e lithium 

ateehetete-aBd-^ttb S ' equentl - y --- reduehig the nitril e -^eu p with lithiu m atoriniuffl 

h ydride; an d 

e)faMng a -spacing gre tt p , sele c t ed from - amino cor b oxy l ic acid — radical and -amino 
p^^y^^^^L^^ i c ai . ^ tege feeF-- w i th a ftinctio nai ^roup A o n-the-res ulting amino pro pyfefchey 
side ch ain, 

5-6. (Cancelled) 

7. (Original) The kit of claim 4 comprising a solid phase selected from the group consisting of 
a microtitration plate, another solid carrier, a microparticle, a polymeric material, and a 



8. (Original) The kit of claim 7, in which the solid phase is a microparticle comprising 



9. (Original) The kit of claim 7, in which the solid phase is a magnetic microparticle. 

10. (Canceled) 

11. (Previously Presented) The method of claim 1, wherein said competitive protein binding 
assay is selected from the group consisting of an enzyme immunoassay, an enzyme-linked 
immunosorbent assay, a radio immunoassay, an immunoradiometric assay, a luminescence 
assay, a fluorescence immunoassay and an immunofluorometric assay. 




cellulose. 



agarose. 
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12, (New) The method of claim 1 wherein Y is hydroxy. 



13. (New) The kit of claim 4 wherein Y is hydroxy. 



6 



DRN/MHE/cjd 



